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On page 31, lines 3-10, please substitute the following paragraph: 

The present Invention also relates to 6, mbtifis strain -gSM4§8S y DSM17158, 
containing the 8, pl&smid pyiX.91 (deposited at the DSMZ.. Deutsche 

Sammiung for fVlikroorganismen und ZeRkuitutBn GmbH, Braunschweig, 
Germany on 2t l February 2005, SB2G2pMX&1) and to 8. subWis steIn-4A423 v 
DS M17159, containing the & sabiWs plasmfci pMIXIOI (deposited at the QSMZ, 
Deutsche Sammiung fur MKcroorganlsmen und Zetoforen GmbH 5 
Braunschweig, Germany on 21 s * February 2005, 1A423 pM!X101)* 

On page 31 , line 22, through page 32 : Sine 13, please substitute the following 
paragraph: 

Another aspect of the present Invention relates to a kit which can he used for 
conducting the inventive process for generating and detecting recomblned DMA 
sequences in a prokaryotte host eel in a first embodiment the kit comprises at 
least a f irst container which comprises cells of the E. coil strain AB1 IS? as 
prokaryoile host cell, a second container which comprises cells of the £ eo/l 
strain A81 15? containing the E coii piasmid pACYCi 84 or the £ coti plmmld 
pMIXiOO, which can be used as recipient DMA motecute, and a third container 
Gomprfeang mite of the a subtMs sfrain4§SM4S03 DSM1 71 68, containing the & 
subtilis pt&smkl pMlXSH , or eeiis of the 8, subtil® $tmfr4&4 ^ B$hn?15% 
containing the 8. subtil® plernmi pMIX1 01, which can be used as donor DNA 
molecule. In a second embodiment of the invention the kit comprises at least a 
first container which comprises ceils of the £ coii strain MXP1 f which is a MutS" 
mutant of strain AB1 157, as prokaryotie host ceil a second container which 
comprises cells of the £ co// strain A81157 containing piasmici pACYC184 or 
pMSX100 and a third container com prising eelis of the 8> subtilis s&am 
PSM71M containing the piasmkl pMLX91 > or ceils of the R subtilis strain 
1A4g$D3M17i§& containing the piasmid pM!X1 01 . in sti another embodiment 
the kit comprises at feast a first container which comprises either ceite of tie E 
coii strain A81 157 or the £ coil strain MXPt a second container comprising DMA 
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of the E coif piasmid pACYC I 84 or pMIXIGG and a third container comprising 
DNA of the E stfbiiiis pfasmid pMSX81 or the 8. mbWm plasm Id pMIXIOI , 

On page 35, linos 3- 21 > please substitute the following paragraph; 

Figure 9 Illustrates schematically the strategy for ciomng: the osa?, oxal 1 and 
oxaS genes into the £ co8 plasmid p&HXIGQ and into the & plasmid 
pMIXI 01 , For cloning oxa7 f oxal h and into pMiX100 the genes were 
amplified using primers containing either P&tior Xholai their 5 J ends. After 
digestion with those enzymes, the amplified DNA fragments were 
Independently Ifgaiod with pMSXIOO, which was previously out with PsU * 
XhoL Competent cells of £ caff DHB10 were eleotroporated with the ligation 
mixtures, and colonies harboring positive clones were pbenatypScaKy selected 
by chtoramphenicol-mslstance/white color on LB plates containing; Cm 
(30 pg/mO + X*Gal (80 pgAM) * IPTG (0,3 mM), Plasmid DNAs were 
obtained and analysed by restnclion mapping, Results confirmed that 
PMIX104 carries oxa7 4 pMSXIOSb carries avail and pMIX107 carries oxa5. 
For clomng into the B,subm$ plasmid pMfXIOi oxa7 was obtained as a 0.8* 
kb fragment from pMIXt04 by restriction with Psff and Xhol and Bgated with 
pMSXiOl , which was previously cut with the same enzymes. After 
transfomiation of R sadf///^A42;H)SMiOM competent cells with the 
ligation product, ceils ware selected in LB containing 0.5 \xg/ml of 
erythromycin (Erm). 
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On page 38, Table 1 f please substitute the following table: 



labia 1 : Bacterial strains 





Genotype 


Reference or $ourc& j 


| Eco//AB1157Na^ 
| hsd 


th.fi leuS proA2 his4 ? 

M argE3 iacYi 

g&K2 ami 4 xyilS 
j mil tsx33 sit31 

supE44fhr h$dR w B 
; naf 


M. Radman strain colieciion | 

I 


| £ CO//MIXP1 


As AB1157 NaF R" 
but .mutS::Tn5 {Ran*} 


\ routs allele from Radman | 
strain collection | 


[ £ oofs DH50 

1 


SupE44 AlacUi89 
(OSOiacZ AMIS) 
hsdR17 recAl endAI 
gyrA96 fhM relAI 


(S) 


1 s. mhm mm<m 

DSM17158 

V. ^^vvvvvvvvvv^s - . 


aroB2 trpC2 h&8 


German Strains colteclton DSMZ ] 
(Deutsche Sammlung von j 

und Zeilkulturen GmbH) j 



On page 43, Ones 18-25, please substitute the following paragraph; 

First, the spec* gene was. obtained as a Sad fragment of 1294 bps m length 
from the plaxmkJ pfc158. The fragment was purified and then Ngated to Sad* 
digested pf L2S3. 8 DS4^DSM17158 competent ceils were 

transformed with the ligation mixture and transformants were selected on LBA 
plates containing 75 pg mi 1 of speetmomydn Restrfctfon analyses of 
plasnild DNA obtained from transformants confirmed that they harboured 
p!LF253-denvatlves carrying spec/* gene. 
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On page 44, lines Ml, please substitute the following paragraph: 

In a second step, ifte phletf gem was cloned into plt2S3-apec, Plasmid 
pUC19~ph!eo was digested with EcoRI and Sail restrtetton enzymes and the 
fragment of 574 bps In length corresponding to pftfeo 8 was gei-purified and 
figateci to p!L253 -spec, previously digested with the same two enzymes, 8, 
suhtftls ©SM43§3DSMinii competent ceils were transformed with the 
Bgstlon mixture and fransformants were then selected on LBA plates 
containing 60 pg ml 4 of phieomycin. Restricfcn analyses of ptasmid DNA 
obtained from tensfom^a^ demonstrated thai they harboured 

the expected 8,89-kb piasrmd, carrying both sped* and pftfeo* genes. 
Plasma was named pMfX91 (see figure 3), 

On page 45, lines 14-27, please substitute the following paragraph: 

The four oxa genes were cloned into the £ coli ptesmid pftCYG1ft* t whereas 
ox&7 t oxal 1 and oxal were cloned into the & Bubiifm pSasmid pMIX91 as 
welL The cloning of the genes was done as follows; oxa? was amplified by 
PCR with primers designed to introduce Sea/ and PpuMf sites at the 5 r and 3 : 
ends, respectively, of the amplified DNA {primers OLGI wlth SEO fO No. 1 
and OLG2 with SEQ ID No, 2), The PGR product was digested with those 
restriction enzymes and the resulting fragment of 991 bps in length was 
Sfgated to pMSX91 s pre viousiy '.cut wfth the same enzymes, & subikls 
QSIMWWSIM 71 58 competent celis were transformed will the ligation 
mixture and imnsformants selection was done on LBA plates containing 
75 MS rot 1 of spectinomy^in. Restriction analyses of plasmid DNA obtained 
from tmnstormants demonstrated that they harboured the expected 8.88 kh 
ptesmfd pMIX04 carrying oxa? (see figure 3), 
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On page 48, line 27 through page 47, line 12, please substitute the following 
paragraph; 

To clone oxall and oxal into pM!X91 , genes were amplified by PGR using 
primers designed to Introduce Scai and EooOIOOi sites at the 5 ! and 3 s ends, 
respectively, of the amplified DMA, OLG9 (SEQ ID No. 9}/OiG10 (SEQ ID 
No, 10), and OL1 1 (SEQ ID No. 1 1J/GLGS primers pairs were used to amplify 
oxaii and oxal respectively, The PGR products were digested with Sea/ 
and £coO109f and the resulting fragment of 995 bps (oxal 1) and 934 bps 
(oxal) were independently ilgafed to pMIXSI s previously cut with the same 
enzymes, 8, &ub&i&43®&M38& OS M 171 58 competent cells were transformed 
with the ligation mixture and transformants selection was done on ISA plates 
containing 75 ug mV ? of spectinoroycm Restriction analyses of pfasrnfci DNA 
obtained f rom fransfdrmants demonstrated thai they correspond to the 
expected pfasmids pM!X98 ifiMkh) and pMIXSfi (S ? 83kb). See figure 3. 

On page 52, fines 5-9, please substitute the following paragraph: 

The comparison of DNA and deduced amino acid sequences of recombinant 
genes revealed as well that 53% of them correspond to new oxa genes (see 
iabfejj 4]]J|), Since no franieshlfts or stop eodons were generated during 
recombination, they could putatavely encode for 38 new functional 
^lactamases, 

On page 52, lines 10-12, please substitute the following table heading; 

TahSeff. 4]}j|; Comparison of nucleotide and deduced amino acid sequences 
of recombinant oxa genes obtained by m vivo recombination 

On page 53, Sines 10-1 1 ? please substitute the following paragraph: 

Bacterial strains and pfasmicte used in this example are shown in table|{ 5]]j3 
and tablef §JH» respectively. 
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On page 54, please replace Table 5 with the following fable: 



Tabiegf 5316: Bacterial strains; 



| Strains 


! Genotypft 

j thii argE3 fecYi 
j gaK2 ara14 xv/15 
1 mf l fcsx33 s&31 st/- 


Referenda or source j 
M- Radrnan strain collection j 




As AB1157 Naf Rr 
but mitfS::Tn5 {kari*) 


muiS allele from M. Radman j 
strain collection | 


\ £ ooffDHlOB 


P rocrA A {mr 
hscfRMS-mctBC} 080 
fecZAm15 AteeX74 
mcAl emlAI a- 
mD139 &(ara, 
tei/)76§7 #a/U ga/K .V* 


Invltrogono | 
Ufa Technologies 
Cat 18290-015 


4A423QSM171S9 


#?f~5 tecfei R~M- 


Badflus Genetic stock | 
center | 
(01150 State University, USA) 



On page SS> please substitute the following table heading; 

Tabteff 6JL7: Ffasmkfe 

On page 57, lines 12-19, please substitute the following paragraph; 

For cloning into the R subiSfo pfasmfcl pMiXIOI o#a7 was obtained as a OS- 
kb fragment from pMi X 1 04 by restriction with Rsfl and Xtoi and flgated with 
pMIX1G1 , which was previously out with the same enzymes. After 
transformation of 0, cornpefen! ceils with the 
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ligation product, eels warn selected in LB containing 0.5 pg/rnl of 
erythromycin (Erm), Piasrnki DNA was obtained fnoro 24 transformanis and 
analysed by restriction* Results confirmed that all clones contained the 7*b 
plasma pMiXlQS, 

On page 58, limes 18-1 a please substitute the following paragraph: 

Results obtained are mmmanmd in table{[ Tjjjk in the w$id4ype strain, 
recombinants were obtained in experiments using either identical or 5% 
divergent oxa genes, whereas In the MutS ' mutant recombination also 
happened between 22% divergent genes. 

On page 50, please substitute the following tabte heading: 

Table]] ?]] 8; in vivo recombination frequencies obtained between oxa genes 
in both wild-type and MniS~ £ coM strains. 
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